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AB 



DETD 



DETD 



DETD 



A method for localizing and quantitating a target substance in a 
biological sample is disclosed. The method utilizes an enzyme-linked 
probe that binds to the target substance and generates a depositable 
chromogenic or fluorogenic substance which detects position and a 
soluble chromogenic or fluorogenic substance which allows quantitation 
in the medium bathing the sample . 

for signal amplification is described in U.S. Pat. No. 
5,196,306 and the corresponding commercial kit form known as the biotin 
tyramide signal amplification (TSA, New England Nuclear Life 
Science Products, Boston, Mass.) method. The method utilizes an 
enzyme-linked antibody that binds. 

can be terminated by removal of the solution phase from the 
enzyme or by addition of acids, bases, reducing agents, 
chaotropic agents or the like to a sample of the solution phase 
first removed from the enzyme. A chromogenic or fluorgenic. 

boiling. In addition, surface sites unrelated to the target 
substance can sometimes also bind the probe nonspecif ically . To reduce 
this nonspecific binding, the sample can be coated 

with a solution which contains a reagent which binds to and masks or 
generally blocks such nonspecific binding sites. 

Some such masking or blocking agents include gelatin, bovine serum 
albumin, powdered milk and some detergents. 



